Immunofluorescence Microscopy
Cells grown on 12 mm High Precision coverslips (Superior--Marienfeld GmbH & Co) were fixed with 4% PFA in PBS followed by ice--cold methanol. Alternatively, cells were pre--extracted with 0.2% Triton X--100 in PEM buffer (PEM--T) for 30--60 seconds, then PFA was added to a final concentration of 2% for 4 min. After this, cells were treated with 4% PFA in PBS for 4 min. For the cold--induced microtubule depolymerization assay cells were subjected to ice--cold media and kept on ice for 5 minutes. Then cells were washed with PEM--T, followed by a quick wash with PEM, followed by fixation in 4% PFA in PBS. Primary and secondary antibodies were incubated in PBS 3% BSA 0.1% Tween. DNA was stained using DAPI. Coverslips were mounted using ProLong Antifade (Molecular Probes) and imaged on a DeltaVision RT or Elite system (Applied Precision) with a 100X/1.40NA UPlanSApo objective (Olympus). Images were deconvolved in Softworx. For each experiment all images were acquired with identical illumination settings. Images are projections of deconvolved Z--stacks, unless stated otherwise, and ImageJ was used for quantification as described in (Saurin et al., 2011) . Graphs and statistical analysis were done using Graphpad Prism (GraphPad Software, Inc.).
Kinetochore--microtubule stability assay
U2OS cells stably expressing photoactivatable tubulin were used to assay kinetochore--microtubule half--life as described in (Kabeche and Compton, 2012) .
Western blot sample preparation
siRNA transfected RPE--1 cells were blocked in mitosis using 0.83 µM nocodazole for 16 hours. Cells were collected by mitotic shake--off, lysed in Laemmli buffer and subjected to standard immunoblotting protocol.
Immunoprecipitation
U2OS cells were transiently transfected with the indicated GFP constructs using calcium phosphate and blocked in mitosis for 16 h using nocodazole after release from a 24 h thymidine (2.5 mM, Sigma--Aldrich) block. Mitotic cells were collected by mitotic shake--off and lysed in buffer A (20 mM TRIS (pH 7.5), 150 mM NaCl, 5 mM MgCl2, 0.2% NP--40, 10% glycerol, 1 mM NaF, 1 mM vanadate, 20 mM B--Glycerol phosphate, 10 mM beta--mercaptoethanol, 0.2 mM PMSF, protease inhibitors (Complete)) followed by two freeze--thaw cycles in liquid nitrogen.
Insoluble material was pelleted by high--speed centrifugation. Supernatant was collected and the pellet was resuspended in buffer B (10 mM TRIS (pH7.5), 150 mM NaCl, 1 mM CaCl2, 1.5 mM MgCl2, 0.25 M Sucrose, 0.2 mM PMSF, protease inhibitors (Complete) + 8U MNase/ml). After incubation at 30˚C insoluble material was pelleted by high--speed centrifugation at 4˚C. Supernatants were combined and added to agarose beads coupled to anti--GFP--antibody for 2 hours at 4°C while rotating. Beads were washed three times with buffer B, boiled for 5 minutes in standard SDS sample buffer and subjected to immunoblotting according to standard protocol.
